[Abstract] The protocol describes the production and crystallization of the soluble form of the nuclear egress complex (NEC) from Herpes simplex virus 1 and Pseudorabies virus. The NEC is a heterodimer that consists of conserved proteins UL31 and UL34. NEC oligomerization deforms the inner nuclear membrane around the capsid in infected cells, thereby mediating capsid budding into the perinuclear space during nuclear egress. We have successfully developed a protocol for large-scale preparation of highly pure NEC from two different viruses in a prokaryotic expression system, which enabled us to crystallize these viral protein complexes and determine their structures. This procedure may be adapted to purify and crystallize other soluble protein complexes. 
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15. To obtain monodisperse NEC, as a final purification step, apply the concentrated sample from step 13 to a Superdex 75 10/300 column equilibrated with gel filtration buffer.
16. Pool NEC-containing fractions from the monodisperse peak and concentrate up to ~10 mg/ml. 
Notes
Crystallization of HSV-1 NEC depends on the formation of a disulfide bond involving Cys278UL31.
Therefore, not more than 0.5 mM TCEP may be used during purification. Both protein complexes should be purified and frozen within 40 h to prevent degradation and aggregation.
